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A total of 88 K. pneumoniae strains were isolated from different environmental and clinical samples in 
Hilla/lraq during the period from January to July 2003. Primary screening of p-Lactam resistant isolates 
showed that 73.8% (65 strains) were resistant to p-Lactam antibiotics. 58.4% of these strains were p- 
lactamase-producers. All the p- lactamase-producing Klebsiella strains showed multiple-drug 
resistance to least 8 antibiotics. Klebsiella strains were also tested for their ability to produce extended- 
spectrum beta-lactamases (ESBLs) using three methods. Determination of minimum inhibitory 
concentration (MIC) with and without clavulanate was the most accurate method for detection of ESBL- 
producing isolates, by which 8 (21%) ESBL-producing isolates were detected. Plasmid profile of 
Klebsiella strains (including ESBL-producers) was detected. The genes encoding for the production of 
ESBLs and resistance to penicillin, ampicillin, amoxicillin, tetracycline, refampin, and erythromycin 
were located on conjugative plasmids whereas genes encoding for resistance to cephalothin, cefazolin, 
cephalexin and gentamycin were located on the chromosome. 

Keywords: Antimicrobial resistance, (3-lactamases, ESBLs, plasmid profile, Klebsiella pneumoniae. 



INTRODUCTION 



Extended-spectrum beta-lactamases (ESBLs) have been 
found in many pathogenic gram-negative bacteria, but 
they are most common in nosocomial isolates of 
Klebsiella pneumoniae (Philippon et al., 1989; Medeiros, 
1993), giving a proportion of 75% of ESBL-producing 
strains (Sirot, 1995). ESBLs were first recognized in a 
single strain of K pneumoniae isolated in Germany 
(Knothe et al., 1983). Since then several types of ESBLs 
have been described (Jacoby and Medeiros, 1991). 
Hospital outbreaks of ESBL-producing K pneumoniae 
have been reported all-around the world and recently 
ESBL-producing K pneumoniae isolates were reported 
from different countries in the world (Pagani et al., 1994; 
Galas et al., 1999; Kawakami et al., 2000; Kariuki et al., 
2001; Pai et al., 2001; Bedenic et al., 2001b; Subha and 
Ananthan, 2002; Mendelson et al., 2005). 
Although K pneumoniae is one of the well known bac- 



terial species in which the ESBLs have been most com- 
monly reported around the world (Sirot, 1995), little or no 
studies are available in Iraq concerning ESBL production 
in Klebsiella spp. To our knowledge, the present study is 
the first to investigate the occurrence of ESBLs and 
detection of genetic factors controlling ESBL production 
in Klebsiella isolates in the area of the study. 



MATERIALS AND METHODS 



Bacterial isolates 



Corresponding author. E-mail: aalcharrakh@yahoo.com. Tel.: 
00964030262194. 



Eighty eight strains of Klebsiella spp. were isolated from different 
environmental and clinical samples in Hilla/lraq during the period 
from January to July 2003. The environmental Klebsiella isolates 
(89 isolates) were as follows: sewage (48), still water (10), fountain 
water (6), tap water (8), toilette seat (9), and skin ointment (8). The 
clinical Klebsiella isolates (89 isolates) were as follows: urine (108), 
stool (50), blood (6), in addition to swabs from ear (27), wound (3), 
burn (2), skin (4), vagina (5), and throat (4). Clinical samples were 
collected from the main three hospitals in Hilla (Teaching hospital, 
Margan hospital, Maternity and pediatric hospital), in addition to 
some private laboratories. Bacteria were cultured on blood and 
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MacConkey agar in aerobic condition at 37 C for 24 h. Then 
identified to the level of subspecies with conventional biochemical 
tests (Finegold and Baron, 1998; MacFaddin, 2000). 



Standard bacterial strains 

The following standard strains are gift from Dr. George Jacoby, 

Massachusetts, USA. 

Escherichia coli J53, E. coli pMG223, and E. col i ATT C 25922. 



Antimicrobial resistance testing 

Preliminary screening of klebsiella strains resistance to (3-lactam 
antibiotics was carried out using pick and patch method on Muller- 
Hinton agar plates supplemented with Ampicillin and Amoxicillin 
(each alone) at final concentrations of 100 and 50 ug/ml, 
respectively (NCCLS, 2003a). Klebsiella strains that were resistant 
to (3-lactam antibiotics were tested for their ability to produce (3- 
lactamase enzyme using rapid iodometric method (WHO, 1978). 

The antimicrobial resistance patterns of strains to antimicrobial 
agents was determined using disk diffusion method and inter- 
preted according to national committee of clinical laboratory stan- 
dards documents (NCCLS, 2003a). The following antimicrobial 
agents were obtained (from Oxoid, U.K) as standard reference 
disks as known potency for laboratory use: penicillin (P, 10 IU), 
ampicillin (AMP, 10 jig), amoxicillin (Amx, 25 jig), piperacillin (PIP, 
100 jig), carbencillin (CB, 100 jig), cloxacillin (CX, 1 jig), amo- 
xicillin-clavulanate (20/10 jig), cephalothin (CF, 30 jig), cefazolin 
(CZ, 30 jig), cefixime (CFM, 5 jig), cefaclor (CEC, 30 jig), 
cephalexin (CN, 30 jig), cefuroxime (FUR, 30 jig), cefotaxime (CTX, 
30 jig), ceftazidime (CAZ, 30 jig), ceftizoxime (COX, 30 jig), 
ceftriaxone (CTR, 30 jig), gentamycin (GN, 10 jig), rifampin (RD, 30 
jig), erythromycin (E, 15 jig), and tetracycline (TE, 30 jig). 

(3-lactamase-producing strains were also tested for their ability to 
produce ESBLs. Three methods were used for this purpose using 
third generation cephalosporins (3GC) as representatives of (3- 
lactam antibiotics and clavulanic acid as (3-lactamase inhibitor: Disk 
approximation method (Jarlier et al., 1988), NCCLS screening 
method (NCCLS, 2003a), and determination of MIC with and 
without clavulanate (Bedenic et al., 2001a). 

Disk approximation method was performed on Muller- Hinton 
agar plate inoculated with the test bacterial strain, by placing disks 
containing 30 ug ceftazidime, cefotaxime, and ceftriaxone 15 mm 
(edge to edge) from a disk of augmentin (20 ug amoxicillin plus 10 
ug of clavulanic acid). Following incubation for 16 - 20 h at 35 Q C, 
any enhancement of the zone of inhibition between a (3-lactam disk 
and augmentin disk, was indicative of the presence of an ESBL. 

NCCLS screening method included two main procedures: (i) 
Screening test for ESBLs production. This test was performed using 
a disk diffusion method on Muller-Hinton agar with antibiotic disks 
(CTX, CAZ, and CTR). Each bacterial strain should be considered a 
potential ESBL-producer if the inhibition zones (mm) of the 
antibiotics were: Ceftazidime < 22 mm, Cefotaxime < 27 mm, 
Ceftriaxone < 25 mm. (ii) Phenotypic confirmatory test. Using disk 
diffusion method, each ceftazidime and cefotaxime alone and in 
combination with clavulanic acid were tested. Inhibition zone of > 5 
mm increase in diameter for either antibiotic tested in combination 
with clavulanic acid versus its zone when tested alone confirms an 
ESBL-producing isolate. 

Determination of MIC with and without clavulanate: Minimum 
inhibitory concentrations of cefotaxime, ceftazidime, and ceftriaxone 
with and without clavulanic acid (4 ug/ml) were determined, using 
agar dilution method. The test was considered positive (ESBL- 
producing isolate), if the MIC against the tested (3-lactam antibiotic 
was reduced > 8- fold by clavulanate. 



Determination of MICs of ESBL-producing strains 

All ESBL-producing strains were also tested to determine the 
minimal inhibitory concentrations (MICs) of a number of (3-lactam 
antibiotics (NCCLS, 2003b) using two- fold agar dilution sus- 
ceptibility method. Appropriate dilutions of (3-lactam antibiotic 
solutions were prepared according to the report of international 
collaborative study by (Ericsson and Sherris, 1971), in which one 
part of the antimicrobial solution was added to nine parts of liquid 
Muller-Hinton agar. The MIC was recorded as the lowest concen- 
tration of the antimicrobial agent (in ug/ml) at which no more than 
two colonies was detected. The MIC values were compared with 
the break points recommended by NCCLS (2003b). 

Results of all of the experiments above were compared with both, 
the negative control (E. coli ATT C 25922) and the positive control 
(E coli pMG223). 



Bacterial conjugation 

Klebsiella strains showing resistance to > 1 antibiotic were selected 
(as donor cells) and examined for their ability to transfer the 
resistance. Conjugation was performed using the standard strain E 
coli J 53 (as recipient cell) (O'Connell, 1984). Aliquots of overnight 
cultures of donor and recipient organisms were mixed in a final 
volume of 4 ml Luria-Bertoni medium. The mixture was incubated at 
37°C for 2 h. Ten-fold serial dilutions of conjugation mixture were 
made, and 0.1 ml of each dilution was spreaded on the agar 
surface of Muller-Hinton agar supplemented with ampicillin (100 
ug/ml) and sodium azide (200 ug/ml), for counting the total number 
of transconjugants. The plasmid DNA of transconjugant was 
analyzed on agarose gel in order to see whether the presence of 
the requisite plasmids correlated with the phenotype. The trans- 
conjugants were tested for their ability to produce (3- lactamase 
enzyme, ESBL (using determination of MIC with and without 
clavulanic acid), and also tested for their antibiotic resistance and 
MICs to (3-lactam antibiotics. The results were compared with those 
obtained from original isolates. 



Plasmid profiles 

Plasmid DNA was extracted from cultured cell using alkaline lysis 
method (Pospiech and Neumann, 1995) and the plasmid DNA of 
the strains was analyzed on agarose gel. Because of unavailability 
of standard plasmids of known molecular weight (size markers), the 
molecular weights of plasmids isolated in the present study were 
not estimated. 



RESULTS 

Eighty eight strains of Klebsiella spp. were isolated from 
different environmental and clinical samples. Out of the 
59 isolates from environmental samples, 51 isolates 
(86.4%) were isolated from sewage samples. Other 
environmental samples revealed low ratios of recovered 
Klebsiella isolates. No Klebsiella isolates were recovered 
from samples of tap water and skin ointment. Out of the 
209 clinical samples collected during this study, 29 
Klebsiella isolates were recovered, 14 isolates (48.3%) 
were isolated from stool samples, 11 isolates (37.9%) 
from urine, 4 isolates (13.8%) from ear swabs, but none 
was isolated from the other clinical samples. 
Out of the 88 isolates, 84 isolates (95.5 %) belonged to 
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Table 1. Antimicrobial resistance patterns of Klebsiella isolates from clinical sources. 



Isolate 
designation* 


Antimicrobial resistance pattern 


Original 


Transferred 


1 C 


P, AMP, Amx, CB, CX, FUR, ZOX, CFM, CN, GN, 
TE 


P, AMP, Amx, CB, CX, ZOX, GN 


2C 


P, AMP, Amx, PIP, CX, CZ, FUR, CTX, CTR, CEC, 
CN, GN, RD,E, 


- 


4C 


P, AMP, Amx, CB, CF, CZ, ZOX, CFM, CN, TE 


- 


6C 


P, AMP, Amx, PIP, CF, CZ, FUR, CTX, CAZ, ZOX, 
CTR, CFM, CN, GN, RD,E, TE 


P, AMP, Amx, PIP, FUR, CTX,CAZ, 
ZOX, CTR, RD E, TE 


7C 


P, AMP, Amx, CX, FUR, ZOX, CFM, CN, 


- 


9C 


P, AMP, Amx, PIP, CB, CF, CZ, CTX, CTR, CEC, 
CN, GN, E, TE 


P, AMP, Amx, PIP, CB, CTX, CTR, CEC, 
GN, E, TE 


10C 


P, AMP, Amx, CB, CX, FUR, ZOX, CN, GN, E 


P, AMP, Amx, CX, FUR, ZOX, CN, E 


11 C 


P, AMP, Amx, PIP, CZ, FUR, CTX, ZOX, CTR, CFM, 
CEC, GN, RD,E, TE 


P, AMP, Amx, PIP, CTX, ZOX, CTR, 
CFM, GN, E, TE 


20 C 


P, AMP, Amx, CX, FUR, CFM, CEC, CN, E, TE 


P, AMP, Amx, CX, CEC, CN, E, TE 


21 C 


P, AMP, Amx, CX, CF, CZ, CTX, CAZ, ZOX, CTR, 
CFM, CEC, CN, GN, RD,E 


P, AMP, Amx, CX, CF, CZ, CTX, CAZ, 
ZOX, CTR, CFM, CEC, CN, GN, RD,E 


22 C 


P, AMP, Amx, PIP, CB, CF, CZ, FUR, CTX, CAZ, 
ZOX, CTR, CFM, CEC, CN, GN, RD, TE 


P, AMP, Amx, PIP, CB, FUR, CTX, CAZ, 
ZOX, CTR, CFM, CEC, RD,TE 


25 C 


P, AMP, Amx, CX, FUR, CFM, CEC, CN, GN, E, TE 


P, AMP, Amx, CX, FUR, CFM, CEC, CN, 
GN, E, TE 


27 C 


P, AMP, Amx, PIP, CB, CX, CF, CZ, FUR, CTX, 
ZOX, CTR, CFM, CEC, CN, GN, RD,E, TE 


P, AMP, Amx, PIP, CB, FUR,CTX, ZOX, 
CTR, CEC, GN, E, TE 


28 C 


P, AMP, PIP, CB, CF, CZ, FUR, ZOX, CFM, CEC, 
CN, GN, TE 


- 



Isolates in bold are ESBL-producers. 



K pneumoniae and 4 isolates (4.5 %) were Klebsiella 
oxytoca. All known subspecies of K pneumoniae were 
isolated in the present study. K pneumoniae subsp. 
pneumoniae was predominant (87%) among the 
subspecies of K. pneumoniae followed by K pneumoniae 
subsp. ozaenae (9.5%) and then K pneumoniae subsp. 
rhinoscleromatis (3.5%). 



Antimicrobial drug resistance 

Primary screening of p-Lactam resistant isolates showed 
that 65 strains (73.8%) were resistant to p-Lactam anti- 
biotics. 58.4% of these p-Lactam resistant strains were p- 
lactamase-producers. 

All 38 p-lactamase-producing Klebsiella isolates were 
tested for their antibiotic resistance against 21 antibiotics. 
100% of these strains were found to be multi-drug resis- 
tant to least 8 antibiotics. Multiple drug resistance was 
also common (90%) in K pneumoniae strains isolated 
from nosocomial infections. Tables 1 and 2 summarize 
the antimicrobial susceptibility patterns of clinical and 
environmental Klebsiella isolates. Antimicrobial resis- 
tance was not distributed uniformly. Twenty six (68.4%) 
of 38 resistant strains of Klebsiella transferred their drug 



resistance to the recipient cells. 100% of Klebsiella 
isolates were resistant to penicillin, ampicillin, and amo- 
xicillin and 73.6% of them were resistant to ceftizoxime 
and 50% to cefotaxime. Very low level of resistance was 
found (18.4%) in strains to ceftazidime and (34.2%) of 
them to both of ceftriaxone, and piperacillin. Results also 
showed that Klebsiella isolates were highly resistant to 
gentamycin (81.5%), tetracycline (63.1%), and 
erythromycin (52.6%) but they were highly sensitive to 
rifampin. 

Three methods were used for detection of ESBLs pro- 
duction. Out of the 38 p- lactamase producing isolates, 
only 4 (10.5%) ESBL-producers were detected by disk 
approximation method, 6 (15.7%) isolates were detected 
by screening tests of NCCLS, and 8 (21%) ESBL- 
producers were detected by determination of MIC with 
and without clavulanate. Figure 1 illustrates the pro- 
duction of ESBL in clinical isolate K pneumoniae 6C, by 
enhancement of the zone of inhibition between central 
disk of augmentin and the disks containing cefotaxime, 
ceftazidime, and ceftriaxone. Using determination of MIC 
with and without clavulanate (Table 3), number of fold 
decrease of p-lactam MICs (especially ceftazidime) in the 
presence of clavulanate, ranged from 12 to 16- fold, 
indicating that these isolates were ESBL-producers. 
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Table 2. Antimicrobial resistance patterns of K. pneumoniae isolates from environmental sources. 



Isolate 
designation* 


Antimicrobial resistance pattern 


Original 


Transferred 


E4 


P, AMP, Amx, CB, FUR, ZOX, CFM, CN, GN, TE 


- 


E5 


P, AMP, Amx, CB, CX, CZ, CTX, ZOX, CEC, GN, E 


- 


E6 


P, AMP, Amx, CX, CZ, FUR, CTX, ZOX, CFM, 
CN,GN 


P, AMP, Amx, CX, CTX, ZOX, 
CFM, GN 


E12 


P, AMP, Amx, CX, FUR, ZOX, CFM, CEC, CN, GN, 
E,TE 


- 


E16 


P, AMP, Amx, PIP, CB, CX, CZ, CFM, CN, GN 


- 


E22 


P, AMP, Amx, CX, CZ, FUR, CTX, ZOX, CN, GN 


P, AMP, Amx, CZ, FUR, CTX, 
CN, GN 


E32 


P, AMP, Amx, CB, CZ, FUR, ZOX, CEC, CN, TE 


P, AMP, Amx, CB, FUR, ZOX, 
CN, TE 


E33 


P, AMP, Amx, CX, ZOX, CFM, CN, GN, E 


P, AMP, Amx, CX, ZOX, CFM, 
GN, E 


E34 


P, AMP, Amx, CX, CZ, FUR, CTX, ZOX, CFM, GN, 
E,TE 


P, AMP, Amx, CX, FUR, CTX, 
ZOX, GN 


E35 


P, AMP, Amx, CB, CX, FUR, ZOX, CFM, CEC, CN, 
GN, TE 


- 


E36 


P, AMP, Amx, CB, CX, FUR, ZOX, CFM, CEC, 
CN,GN, RD, E, TE 


- 


E37 


P, AMP, Amx, CX, CZ, FUR, CTX, CFM, CN, GN, 
TE 


- 


E38 


P, AMP, Amx, PIP, CB, FUR, ZOX, CTR, CFM, CN, 
GN, E 


P, AMP, Amx, PIP, CB, CFM, 
CN, GN, E 


E39 


P, AMP, Amx, CX, CZ, FUR, CTX, ZOX, CEC, CN, 
GN, RD, E, TE 


- 


E40 


P, AMP, Amx, CB, FUR, CFM, CEC, GN 


P, AMP, Amx, CB, CEC, GN 


E46 


P, AMP, Amx, CX, CF, CZ, FUR, CTX, CAZ, ZOX, 
CTR, CEC, CN, GN, RD, E, TE 


P, AMP, Amx, CTX, CAZ, ZOX, 
CTR,, CEC, RD, RD,TE 


E49 


P, AMP, Amx, CB, CX, CZ, CTX, ZOX, CTR, CFM, 
CN, TE 


P, AMP, Amx, CX, CTX, ZOX, 
CTR, TE 


E51 


P, AMP, Amx, PIP, CF, CZ, ZOX, CN, GN, RD, E, 
TE 


P, AMP, Amx, ZOX, CN, RD, E, 

TE 


E52 


P, AMP, Amx, PIP, CX, CF, CZ, FUR, CTX, CAZ, 
CTR, CFM, CN, GN, RD, TE 


P, AMP, Amx, CX, CZ, FUR, 
CTX, CAZ, CTR, CN, RD, TE 


E54 


P, AMP, Amx, PIP,CB, CF, CZ, FUR, CTX, CAZ, 
ZOX, CFM, CEC, CN, GN, RD, E 


P, AMP, Amx, PIP, CB, FUR, 
CTX, CAZ, ZOX, CFM, RD, E 


E55 


P, AMP, Amx, CX, FUR, ZOX, CN, GN 


P, AMP, Amx, CX, ZOX, CN, GN 


E56 


P, AMP, Amx, CB, CF, CZ, FUR, CTR, CFM, CEC, 
GN, E, TE 


P, AMP, Amx, CB, FUR, CTR, 
CEC, GN, E 


E58 


P, AMP, Amx, CX, CZ, CTX, ZOX, CFM, CN, TE 


P, AMP, Amx, CTX, ZOX, CFM, 
CN 


E59 


P, AMP, Amx, PIP, CX, CF, FUR, CTX, CAZ, ZOX, 
CTR, CFM, CN, GN, RD, E 


P, AMP, Amx, PIP, 
FUR,CTX,CAZ, ZOX, CTR,CFM, 
CN, RD,E 



Isolates in bold are ESBL-producers 



However, all the producing isolates belonged to K. 
pneumoniae. Among the three ESBL detection methods 
mentioned previously, determination of MIC with and 
without clavulanate, was the most accurate method in 
detection of ESBL-producing isolates where 8 isolates 



were obtained (Tables 1 , 2). 

Results of determination of MICs of ESBL-producer 
isolates against eight (3-lactam antibiotics showed that all 
8 ESBL-producing Klebsiella isolates were highly resis- 
tant for both ampicillin and amoxicillin (Table 4). They 
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Figure 1. Detection of ESBL production in Klebsiella 
pneumoniae 6 C by disk approximation method: 1. 
Amoxicillin-clavulanate disk (20/10 ug); 2. Cefotaxime 
disk (30 ug); 3. Ceftazidime disk (30 ug); and 4. 
Ceftriaxone disk (30 ug). 



were also resistant to ceftazidime, ceftizoxime, and 
ceftriaxone but not for cefotaxime. 



Plasmid DNA studies and bacterial conjugation 



n most of Klebsiella strains isolated from different 
environmental and clinical samples, plasmids of different 
molecular size were found (Figure 2). In several cases 
different isolates showed very similar plasmid profiles. 
Among 38 isolates contained plasmids, the presence of 
transferable R plasmid was detected in 26 (68.4%). 
Fifteen of these strains harboured a conjugative mega 
plasmid. The mega plasmid conferring resistance to 
extended-spectrum cephalosporins was repeatedly found 
in transconjugants. There was no consistent relationship 
between plasmid profile and antimicrobial resistance 
pattern. 

Figure 3 shows results of bacterial conjugation of 
isolate K. pneumoniae 6C and E 38 which revealed that 
all the plasmid bands were transferred from donor to 
recipient cells. Lane B represents plasmid profile of 
ESBL-producing strain K pneumoniae 6C, which pos- 
sesses large and small plasmids. Some plasmids were 
transferred to the recipient cell (lane C) during conju- 
gation which indicated that the plasmids were conjugative, 
conferring p-lactamase and ESBL production trait to the 
recipient cell. The same result was obtained with isolate 
E 38 which possesses one large plasmid (Lane D) that 
transferred to the recipient cell (lane E) during 
conjugation. This result indicates that this large plasmid 



was a conjugative plasmid conferring resistance to P, 
AMP, Amx, PIP, CB, CFM, CN, GN, E to the recipient cell 
(Table 2). It can be concluded from the results above, 
that the expression of p-lactamase and ESBL production, 
were plasmid-encoded transferred to the standard strain 
during conjugation. 

The transconjugants were also detected for their ability 
to produce ESBL by using determination of MIC with and 
without clavulanic acid. Transferring this plasmid to reci- 
pient cells reduced the MIC values for CTX, CAZ, and 
CTR > 12 fold indicating that these transconjugants were 
ESBL-producers. The transconjugants expressed their 
antibiotic resistance when they were able to grow in 
selective medium containing ampicillin (at final concen- 
tration of 100 Mg/ml) and sodium azide (at final concen- 
tration of 200 |jg/ml). The acquisition of ampicillin 
resistance in recipient cell, in the present study, indicated 
that this property was plasmid-mediated. These trans- 
conjugants were also able to give positive result in (3- 
lactamase production test. 



DISCUSSION 

The high detection rate of environmental Klebsiella spp. 
strains in sewage samples was expected because these 
samples provide an excellent growth conditions for these 
bacteria (Rose and Schreier, 1968; Podschun and 
Ullmann, 1998). The absence or the low ratios of re- 
covered Klebsiella strains in other environmental samples 
could be due to the low number of samples taken in this 
study. The absence recovered Klebsiella strains in clini- 
cal samples of blood, and that of wound, burn, skin, 
vagina, and throat swaps could be also due to the low 
number of samples taken in this study. 

The relatively high ratio of resistance to (3-Lactam 
antibiotics in primary screening was not attributed only to 
production of p-lactamase enzyme, but it could be also 
due to the decreased affinity of the target PBPs (penicillin 
binding proteins) or decreased permeability of the drug 
into the cell (Piddock and Wise, 1985; Sanders and 
Sanders, 1992; Jacoby and Munoz-Price, 2005). 

The production of p-lactamase by 58.4% of (3-Lactam 
resistant strains indicates that the enzymatic resistance 
was prevalent among more than half of (3-lactam resistant 
Klebsiella isolates. It was found that major mechanism of 
resistance in gram-negative bacteria causing clinically 
significant infection is the expression of (3-lactamases, of 
which there are several classes including plasmid- 
encoded and chromosomally encoded enzymes (Piddock 
and Wise, 1985; Sanders and Sanders, 1992; Livermore, 
1998). Results showed that all 38 p-lactamase-producing 
Klebsiella isolates were found to be multi-drug resistant 
to least, 8 antibiotics. Antibiotic resistance among isolates 
of Klebsiella in the present study was comparable to 
reports from other parts of the world, which also revealed 
multiple drug resistance among gram-negative rods 
(Oplustil et al., 2001 ; Winokur et al., 2001). 



662 



Afr. J. Biotechnol. 



Table 3. MICs of (3-lactam antibiotics with and without clavulanic acid for ESBL-producing Klebsiella isolates. 



Isolate designation 


MICs ( mg/L ) with and without clavulanic acid 


Cefotaxime 


Ceftazidime 


Ceftriaxone 


Without 


With 


No. of fold 


Without 


With 


No. of fold 


Without 


With 


No. of fold 








decrease 






decrease 






decrease 


K. pneumoniae E 46 


16 


0.008 


12 


32 


0.004 14 


32 


0.008 


13 


K. pneumoniae E 51 


32 


0.016 


12 


32 


0.004 14 


32 


0.016 


12 


K. pneumoniae E 52 


32 


0.008 


13 


32 


0.008 13 


64 


0.004 


15 


K. pneumoniae E 54 


16 


0.008 


12 


64 


0.002 16 


64 


0.004 


15 


K. pneumoniae E 59 


16 


0.008 


12 


32 


0.008 13 


128 


0.008 


15 


K. pneumoniae 6C 


64 


0.008 


14 


32 


0.002 15 


64 


0.008 


14 


K. pneumoniae 2 1 C 


16 


0.008 


12 


32 


0.002 15 


64 


0.008 


14 


K. pneumoniae 22C 


32 


0.016 


12 


32 


0.002 15 


>128 


0.008 


15 



Table 4. MICs of number of (3-lactam antibiotics for ESBL-producing Klebsiella isolates. 



Isolate designation 



K.pneumoniae E 46 
K. pneumoniae E 51 
K. pneumoniae E 52 
K. pneumoniae E 54 
K. pneumoniae E 59 
K. pneumoniae 6 C 
K. pneumoniae 2 1 C 
K. pneumoniae 22 C 









MIC (Mg/ml) of: 








AMP 


Amx 


PIP 


CF 


CTX 


CAZ 


zox 


CTR 


(>32Mg/ml) 


(>32pg/ml) 


(>128Mg/ml) 


(>32 M g/ml) 


(>64Mg/ml) 


(>32 M g/ml) 


(>64pg/ml) 


(>64Mg/ml) 


>128 


>128 


32 


64 


16 


32 


64 


32 


>128 


>128 


16 


32 


32 


32 


32 


32 


64 


64 


64 


32 


32 


32 


64 


64 


>128 


64 


>128 


32 


16 


64 


> 128 


64 


>128 


32 


64 


64 


16 


32 


64 


>128 


64 


>128 


>128 


> 128 


64 


32 


> 128 


64 


>128 


>128 


32 


64 


16 


32 


32 


64 


>128 


64 


>128 


32 


32 


32 


64 


>128 



'Numbers between brackets refer to break points recommended by NCCLS (2003b). 

AMP, Ampicillin; Amx, Amoxicillin; PIP, Piperacillin; CF, Cephalothin; CTX, Cefotaxime; CAZ, Ceftazidime; ZOX, Ceftizoxime; CTR, Ceftriaxone. 



Only 34.2% of isolates were resistant to piperacillin. 
Although this antibiotic was first introduced in clinical 
therapy in 1978 (Fu and Neu, 1978), the low level of 
resistance to this drug may be attributed to the fact that 
this antibiotic was recently introduced in Iraq, so the 
emergence of resistance has not been established yet. 
One of the most striking findings in present study was the 
high level of resistance to third generation cephalosporins 
(3GC) among Klebsiella isolates. Half of the isolates were 
resistant to cefotaxime, and more than 73% of them were 
resistant to ceftizoxime, but they showed low level of 
resistance to ceftazidime (18.4%) and ceftriaxone 
(34.2%). Ceftazidime and cefotaxime resistance are 
markers for the presence of extended-spectrum p- 
lactamases (ESBLs). 

The prevalence rate of ESBL-mediated resistance to 
third-generation cephalosporins (3GC) using disk appro- 
ximation method was 10.5% and this result is higher than 
those results reported by (Subha and Ananthan, 2002), 
who found that 6.6% of Klebsiella isolates resistant to 
3GC antibiotics, were ESBL-producers, but it is much 
lower than that reported by other studies (Abigail et al., 



1995; Desimoni et al., 2004). The low prevalence rate, 
when they compared with other studies, can also be attri- 
buted to the fact that presence of ESBLs in a bacterial 
cell does not always produce a resistance phenotype 
when using the disk diffusion interpretive criteria 
published by the NCCLS (2003a). Several studies have 
also shown that the disk approximation test failed to 
detect some ESBL-producing strains (Thomson and 
Sanders, 1992; Coudron et al., 1997). 

Results of this study were in agreement with those 
reported by Bedenic et al. (2001a) who compared five 
different methods for detection of different types of SHV 
ESBLs, and they found that the MIC determination of p- 
lactam with and without clavulanate was the most sensi- 
tive method for detection of ESBL-producing strains, 
regardless to the type of p-lactamase. Although MIC 
determination of p-lactam with and without clavulanate 
provides an accurate detection of ESBLs, it is un- 
fortunately time consuming and for that reason it is very 
rarely used in the clinical laboratories. In addition to that, 
the disadvantage of all methods relies on enzyme 
inhibition by clavulanic acid is that the inhibitor resistant 
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Figure 2. Agarose gel electrophoresis of plasmid profiles of K. 
pneumoniae strains isolated from clinical and environmental 
samples: Lanes: A, 6 C; B, E 54; C, 22 C; D, E 38; and E, E 
40. 



groups of ESBLs cannot be detected. 

The high MIC values of ESBL-producing Klebsiella 
isolates in the present study suggests that ESBL enzy- 
mes are endemic in the study area. Higher MICs of 
ceftazidime and ceftriaxone compared to those of 
cefotaxime suggested the ceftazidimase activities of the 
ESBLs in Klebsiella clinical isolates in this study. 

Difference in plasmid profiles and in size of plasmids of 
K pneumoniae isolates in the present study was in 
agreement with that reported by (Podschun et al., 1986) 
who showed that plasmids of K pneumoniae isolated 
from human patients were distributed widely and showed 
great diversity. The occurrence of conjugative large plas- 
mids in K pneumoniae was reported by several authors 
who isolated Klebsiella strains harboring large plasmids 
encoding p-lactamase enzyme. In most cases, these 
plasmids were conjugative type that encoded resistance 
to multiple antibiotics and metal ions (Yuan et al., 2000; 
Horii et al., 1993; Kikuchi et al., 1995). 

In spite of the wide range of plasmids present in the 
bacterial isolates from environmental and clinical samples, 
there was no consistent correlation between plasmid pro- 
files and antibiotic resistance pattern. This is not un- 
expected since the same antimicrobial resistance pattern 
can be encoded by unrelated plasmids, transposons, 
phages and chromosomal genes (Karbasizaed et al., 
2003). 

The transfer of resistance to the transconjugants is a 
serious and dangerous indication of emergence of 



ABCDE 




Figure 3. Agarose gel electrophoresis of plasmid DNA from 
wild type isolates of K. pneumoniae and their transconjugants 
(in E. coli J53). Lanes: A, standard strain J53; B, 6 C; C, 
transconjugant resulting from conjugation between K. 
pneumoniae 6 C with standard strain E. coli J53; D, E 38 
isolate; E, transconjugant resulting from conjugation between 
K. pneumoniae E 38 with standard strain J53. 



enzymatic resistance among K pneumoniae isolates in 
the area of study. Results also showed that non-p-lactam 
antibiotics were also transferred from donor to recipient 
cells (Tables 1 and 2). Resistance to tetracycline and 
refampin appeared in all ESBL-producing trans- 
conjugants, which indicated that the resistance to these 
antibiotics was carried on a plasmid that transferred 
during conjugation. The resistance to tetracycline, refam- 
pin, and erythromycin was co-transferred with the gene 
encoding ESBL resistance, and the genes encoding 
resistance to these non-p-lactam antibiotics were 
transferable (mediated by a plasmid) to E. coli. Resis- 
tance to gentamycin was not appeared in the ESBL- 
producing transconjugants and was not co-transferred 
with the gene encoding ESBL resistance which may 
indicate that this resistance was chromosomal-mediated 
(Tables 1 and 2). 

Several studies reported that the p-lactamase gene, in 
ESBL-producing K pneumoniae strains, was co- 
transferred with the non-p-lactam antibiotics (Sirot et al., 
1988; Petit et al., 1988; Livermore, 1995). ESBL pro- 
duction is encoded by genes that are prevalently located 
on large conjugative plasmids and since these plasmids 
are easily transmitted among different members of the 
Enterobacteriaceae, accumulation of resistance genes 
results in strains that contain multi-resistant plasmids. For 
this reason, ESBL-producing isolates are resistant to a 
variety of classes of antibiotics (Sirot, 1995; Bradford, 
2001). 

In conclusion, our data indicate that multi-drug resis- 
tance patterns of clinical Klebsiella isolates particularly for 
expanded-spectrum beta-lactams is becoming an impor- 
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tant problem, especially taking into account the limited 
choice of antimicrobial agents for treatment and the 
possibility of transfer of resistance to other enteric 
organisms. 



REFERENCES 

Abigail S, Mathai E, Jesudassan MV, John TJ (1995). Ceftazidime 
resistance among Klebsiella pneumoniae in south India. Indian J. 
Med. Res. 102:53-55. 

Bedenic B, Randegger CC, Boras A, Hachler H (2001a). Comparison of 
five different methods for detection of SHV-extended-spectrum (3- 
lactamases. J.Chemother. 13(1): 24- 33. 

Bedenic B, Randegger CC, Stobberingh E, Hachler H (2001b). 
Molecular epidemiology of extended- spectrum p-lactamases from 
Klebsiella pneumoniae strains isolated in Zagreb, Croatia. Eur. J. 
Clin. Microbiol. Infect. Dis. 20: 505-508. 

Bradford PA (2001). Extended-spectrum p-lactamases in the 21st 
century: Characteri-zation, epidemiology and detection of this 
important resistance threat. Clin. Microbiol. Rev. 14: 933-951. 

Coudron PE, Moland ES, Sanders CC (1997). Occurrence and 
detection of extended-spectrum p-lactamases in members of the 
family Enterobacteriaceae at a Veterans Medical Center: seek and 
you may find. J. Clin. Microbiol. 35: 2593-2597. 

Desimoni MC, Esquivel GP, Merino LA (2004). Fecal colonization by 
extended-spectrum beta-lactamase-producing Klebsiella pneumoniae 
in a neonatal intensive care unit. Enferm. Infect Microbiol. Clin. 22: 
507-511. 

Ericsson HM, Sherris JC (1971). Antibiotic sensitivity testing . report of 
an international collaborative study. Acta Pathologica et 
Microbiologica Scand., Section B Suppl. 217: pp. 1-90. 

Finegold SM, Baron EJ (1998). Baily and Scott's Diagnostic 
Microbiology. Eight ed., the C.V. Mosby Company. USA. 

Fu KP, Neu HC (1978). Piperacillin, a new penicillin active against many 
bacteria resistant to other penicillins. Antimicrob. Agents Chemother. 
13:358-167. 

Galas M, Rapoport M, Pasteran F, Melano R, Petroni A, Ceriana P, 
WHONET Argentina collaborative group, and Rossi A (1999). High 
distribution of CTX-M-2 p-lactamase among Klebsiella spp. isolated 
in Argentinean extended spectrum p-lactamase (ESBLA) surveillance 
program. 39 th Interscience Conf Antimicrob Agents Chemother. 
Abstract 149 C2, p. 165, San Francisco, Estados Unidos de America. 

Horii T, Arakawa Y, Ohta M, Ichiyama S, Wacharotayankun R, Kato N 
(1993). Plasmid-mediated ampC-\ype p-lactamase isolated from 
Klebsiella pneumoniae confers resistance to broad-spectrum p- 
lactams, including moxalactam. Antimicrob. Agents Chemother. 37: 
984-990. 

Jacoby GA, Medeiros AA (1991). More extended-spectrum p- 
lactamases. Antimicrob. Agents Chemother. 35: 1697-1704. 

Jacoby GA, Munoz-Price LS (2005). The new beta- lactamases. N Engl. 
J.Med. 352(4): 380-391. 

Jarlier V, Nicolas M, Fournier G, Philippon A (1988). Extended broad- 
spectrum p-lactamases conferring transferable resistance to newer p- 
lactam agents in Enterobac-teriaceae: hospital prevalence and 
susceptibility patterns. Rev. Infect. Dis. 10: 867-878. 

Karbasizaed V, Badami N, Emtiazi G (2003). Antimicrobial, heavy metal 
resistance and plasmid profile of coliforms isolated from nosocomial 
infections in a hospital in Isfahan, Iran. Afr. J. Biotechnol. 2(10): 379- 
383. 

Kariuki S, Corkill JE, Revathi G, Musoke R, Hart CA (2001). Molecular 
Characterization of a Novel Plasmid-Encoded Cefotaximase (CTX-M- 
12) Found in Clinical Klebsiella pneumoniae Isolates from Kenya. 
Antimicrob. Agents Chemother. 45: 2141-2143. 

Kawakami S, Ono Y, Yamamoto M, Matumura M, Okamoto R, Inoue M, 
and Miyazawa Y. (2000). Extended-spectrum beta- lactamase (ESBL) 
produced by Escherichia coli and Klebsiella pneumoniae isolated 
from Teikyo University Hospital-the second report. Kansenshogaku 
Zasshi., 74(1): 24-29. (in Japanese). 

Kikuchi N, Blakeslee JR, Hiramune T (1995). Plasmid profile of 



Klebsiella pneumoniae isolated from horses. J. Vet. Med. Sci. 57(1): 
113-115. 

Knothe H, Shah P, Krcmery V, Antal M, Mitsuhashi S (1983). 
Transferable resistance to cefotaxime, cefoxitin, cefamandole and 
cefuroxime in clinical isolates of Klebsiella pneumoniae and Serratia 
marcescens. Infection, 11: 315-317. 

Legakis NJ, Maniatis A, Tzouvelekis LS (1995). Prevalent mechanisms 
of resistance among common enterobacterial isolates in Greek 
hospitals. Microb. Drug Resist. 1: 331-333. 

Livermore DM (1995). p-Lactamases in laboratory and clinical 
resistance. Clin. Microbiol. Rev. 8: 557-584. 

Livermore DM (1998). p- Lactamase- mediated resistance and 
opportunities for its control. J. Antimicrob. Chemother. 41, Suppl. D, 
pp. 25-41. 

MacFaddin JF (2000). Biochemical tests for identification of medical 
bacteria. Lippincott Williams & Wilkins. Philadelphia, USA. 

Medeiros AA (1993). Nosocomial outbreaks of multiresistant bacteria- 
extended-spectrum beta- lactamases have arrived in North America. 
Ann. Int. Med. 119:428-430. 

Mendelson G, Hait V, Ben-Israel J, Gronich D, Granot E, Raz R (2005). 
Prevalence and risk factors of extended- spectrum beta- 
lactamase-producing Escherichia coli and Klebsiella pneumoniae in 
an Israeli long-term care facility. Eur. J. Clin. Microbiol. Infect. Dis. 
24(1): 17-22. 

National Committee for Clinical Laboratory Standards (NCCLS). 
(2003a). Performance standards for antimicrobial susceptibility 
testing, approved standard M100-S13. National Committee for 
Clinical Laboratory Standards, Wayne, Pa. 

National Committee for Clinical Laboratory Standards (NCCLS). 
(2003b). Methods for dilution antimicrobial susceptibility tests for 
bacteria that grow aerobically. Approved standard, 6th ed. M7-A6. 
National Committee for Clinical Laboratory Standards, Wayne, Pa. 

O'Connell M (1984). Genetic transfer in procaryotes: transformation , 
transduction, and conjugation. In: Advance molecular genetics. 
Puhler A and Timmis K (eds). Springer Verlag, Berlin, Germany, pp. 
2-13. 

Oplustil CP, Nunes R, Mendes C (2001). Multicenter evaluation of 
resistance patterns of Klebsiella pneumoniae, Escherichia coli, 
Salmonella spp., and Shigella spp. isolated from clinical specimens in 
Brazil: RESISTNET Surveillance Program. Braz. J. Infect. Dis. 5: 8- 
12. 

Pagani L, Ronza P, Giacobone E, Romero E (1994). Extended 
spectrum beta- lactamases from Klebsiella pneumoniae strains 
isolated at an Italian hospital. Eur. J. Epidemiol. 10: 533-540. 

Pai H, Choi EH, Lee HJ, Hong JY, Jacoby GA (2001). Identification of 
CTX-M-14 extended-spectrum p-lactamase in clinical isolates of 
Shigella sonnei, Escherichia coli, and Klebsiella pneumoniae in 
Korea. J. Clin. Microbiol. 39: 3747-3749. 

Petit A, Sirot DL, Chanal CM, Sirot JL, Labia R, Gerbaud G, Cluzel RA 
(1988). Novel plasmid-mediated p-lactamase in clinical isolates of 
Klebsiella pneumoniae more resistant to ceftazidime than to other 
broad- spectrum cephalosporins. Antimicrob. Agents Chemother. 32: 
626-630. 

Philippon A, Labia R, Jacoby GA (1989). Extended-spectrum p- 
lactamases. Antimicrob. Agents Chemother. 33: 1131-1136. 

Piddock LJV, Wise R (1985). Mechanisms of resistance to p-lactam 
antibiotics in Gram-negative bacteria. J. Antimicrob. Chemother. 16: 
279-284. 

Podschun R, Ullmann U (1998). Klebsiella spp. as Nosocomial 
Pathogens: Epidemiology, Taxonomy, Typing Methods and 
Pathogenicity Factors. Clin. Microbiol. Rev. 11(4): 589-603. 

Podschun R, Heineken P, Ullmann U, Sonntag HG (1986). Comparative 
investigations of Klebsiella species of clinical origin: plasmid patterns, 
biochemical reactions, antibiotic resistances and serotypes. Zentbl. 
Bakteriol. Mikrobiol. Hyg. Ser. A 262: 335-345. 

Pospiech T, Neumann B (1995). Preparation and analysis of genomic 
and plasmid DNA. (ed. KieserT.). Norwich, U.K. 

Rose HD, Schreier J (1968). The effect of hospitalization and antibiotic 
therapy on the gram-negative fecal flora. Am. J. Med. Sci. 255: 228- 
236. 

Sanders CC, Sanders WE (1992). p-Lactam resistance in gram 
negative bacteria: global trends and clinical impact. Clin. Infect. Dis. 



Al-Charrakh et al. 



665 



15:824-839. 

Sirot D (1995). Extended-spectrum plasmid-mediated p-lactamases. J. 
Antimicrob. Chemother. 36: 19-34. 

Sirot J, Chanal C, Petit A, Sirot D, Labia R, Gerbaud G (1988). 
Klebsiella pneumoniae and other Enterobacteriaceae producing 
novel plasmid-mediated beta- lactamases markedly active against 
third-generation cephalosporins: epidemiologic studies. Rev. Infect. 
Dis. 10:850-859. 

Subha A, Ananthan S (2002). Extended-spectrum Beta- lactamases 
(Esbl) mediated resistance to third generation cephalosporins among 
Klebsiella pneumoniae in Chennai. Ind. J. Med. Microbiol. 20(2): 1-6. 

Thomson KS, Sanders CC (1992). Detection of extended-spectrum p- 
lactamases in members of the family Enterobacteriaceae: 
Comparison of the double-disk and three-dimensional tests. 
Antimicrob. Agents Chemother. 36: 1877-1882. 



Winokur PL, Canton R, Casellas JM, Legakis N (2001). Variations in the 
prevalence of strains expressing an extended spectrum p-lactamase 
phenotype and characterization of isolates from Europe, the 
Americas, and the Western Pacific region. Clin. Infect. Dis. 32 Suppl., 
S94-103. 

WHO (1978). Techniques for the detection of p- lactamase producing 
strains of Neisseria gonorrhoeae. 616: 137- 143. 

Yuan M, Hall LMC, Savelkoul PHM, Vadenbroucke-Grauls CMJ, 
Livermore DM (2000). SHV-13, a novel Extended-spectrum p- 
lactamase, in Klebsiella pneumoniae isolates from patients in 
intensive care unit in Amsterdam. J. Antimicrob. Chemother. 44: 
1081-1084. 



